A commercial kit (RNeasy Kit, Qiagen) was used to isolate total RNA according to the manufacturer's instructions, including DNase treatment. 500 ng RNA was then reverse transcribed by reverse transcriptase (Takara) with random primers. Real-time PCR was performed in 20 μL SYBR Premix Ex Taq TM (Takara) containing 0.4μLprimers and 2 μL cDNA using a 7500 Real-Time PCR System (Applied Biosystems). The thermal cycling program and PCR primers for DNA methyltransferases (DNMTs) are listed in Table 2 in the online-only Data Supplement. Each PCR reaction was performed in triplicates, and the mean Ct value was used for statistic analysis. Messenger RNA expression was standardized to β-actin expression levels, followed by normalization to the control group.
loaded onto separate lanes on 10% sodium dodecyl sulfate-polyacrylamide gel. Proteins were electrotransferred onto polyvinylidene fluoride membranes (0.2 mm: Immun-Blot, Bio-Rad) and then immunoblotted with antibodies. The antibodies and dilution for α-smooth muscle actin (α-SMA), smoothelin, alkaline phosphatase(ALP), osteopontin (OPN), core binding factor α 1 (Cbfa1), Klotho, DNMT 1 and β-actin are listed in Table III in the online-only Data Supplement. The intensity of each band was quantified using the NIH Image software (Bethesda, MD) and the densitometric intensity corresponding to each band was normalized against β-actin expression.
Calcification staining
To visualize calcium deposition, paraffin-embedded aortic rings were serially sectioned into 4-mm-thick sections, deparaffinized, and stained with 1 mg/mLAlizarin Red S solution (Sigma, St. Louis, MO, USA) (pH 4.0-4.2). HASMCs were washed with 0.9 % NaCl isotonic solution at 37°C and fixed with 4% paraformaldehyde for 15 min, rinsed, and incubated with Alizarin Red S solution for 30 min. The results were observed under light-microscopy and photographed by digital camera. Positive results were shown in an orange-red color in light microscope.
Hematoxylin-eosin and immunohistochemistry staining
Vascular morphologic alteration was examined by hematoxylin-eosin (HE) staining. Paraffin tissue sections were cut, mounted, deparaffinized, rehydrated, and stained with HE using standard histological techniques. Immunohistochemistry staining was performed using a biotin-streptavidin-peroxidase method.
Rabbit monoclonal to Klotho (1:100 dilution; Abcam, Cambridge, MA, USA), rabbit monoclonal to DNMT1 (1:250 dilution; Cell signaling technology, Danvers, MA, USA) were used as primary antibodies.
Biotinylated goat anti-rabbit immunoglobulin G was used as secondary antibody. Sections that were incubated with non-immune rabbit or mouse serum instead of the primary antibodies served as negative controls. All sections were stained under identical conditions together with control incubation. Nuclei were counterstained lightly with hematoxylin. Compared with control group, *P<0.001. 
